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FIG.1 



CENTRIFUGE CELLS TO PELLET AND RESUSPEND IN TE 




r 


SDS AND PROTEINASE K, INCUBATION 
(CELL DISRUPTION AND MEMBRANE DEGRADATION) 




> 


NaCI AND CTAB, INCUBATION 
(CTAB PRECIPITATION OF CELL WALL DEBRIS, 
DENATURED PROTEINS AND POLYSACCHARIDES) 






CHLOROFORM AND ISOAMYL ALCOHOL 
(PROTEIN/POLYSACCHARIDE REMOVAL) 


i 




PHENOL/CHLOROFORM/ISOAMYL ALCOHOL 
(FURTHER REMOVAL OF NONDNA COMPOUNDS) 






ISOPROPANOL/FREEZING 
(DNA PRECIPITATION) 






70% ETHANOL WASH 
(REMOVAL OF CTAB) 




r 


RESUSPENSION OF DNA IN TE 




r 


MICROSPIN COLUMNS TO REMOVE PCR INHIBITORS 
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FIG. 2 



5,000 SEED SUBSAMPLES 



ADD BUFFER AND Xcv 
SPIKE IN Aac IN ONE CONTROL SAMPLE 



SHAKE TO REMOVE BACTERIA 



I 



REMOVE THE DIRT 



SPIN THE PELLET BACTERIA 



I 



ADD MATERIAL TO REMOVE PCR INHIBITORS 

i 



FILTER 



I 



PELLET THE BACTERIA 



I 



RESUSPEND IN A SMALL VOLUME 

I 



BREAK OPEN CELLS 



I 



SEPARATE AND CLEAN UP DNA 

I 



PCR DNA (5ml) 





GEL ELECTROPHORESIS 
ASSESSMENT 



DILUTION PLATING 



I 



QUANTIFY 
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FIG. 3a 



Bacterial Fruit Blotch 

Disease screen assay data sheet 
WFB PCR # 



Electrophoresis information 
Gel Concentration: 2.0% 
Volts: 97 Watts:_6 



On: h±5 Off: Temp: 



Buffer: 0.5X TBE 
mAmps:j92 



Amount ofagarose used; 

2.5g, 5.0gX^^, other 

(circle one) 



Volume of DNA sample:_5ujs_ 

Aac Xcv 
Gel Lane Result Result 
1 . 1 Aac Rxns 
2. 1 



2 
2 
3 
3 
4 
4 
5 

10.5 
11.6 
12.6 
13.7 
14.7 
15.8 
16.8 

17. Ladder 
18.9 
19.9 
20. 10 
21. 10 
22. 11 
23. 11 
24. 12 
25. 12 

26. 13 

27. 13 
28. 14 
29. 14 
30. 15 
31. 15 
32. 16 
33. 16 

34. Ladder 

35. N/A 
36. 17 



Gel Lane 
37. 17 
38. 18 
39. 18 
40. 19 
41. 19 
42.20 
43.20 

44. H 2 0 

45. H 2 0 

46. TE 

47. TE 

48. DNA Hi 

49. DNA Hi 

50. DNA Low 

51. DNA Low 
52.1 

53. 1 
54.2 
55.2 
55.3 
57.3 
58.4 
59.4 
60.5 
61.5 
62.6 
63.6 
64.7 
65.7 
66.8 
67.8 

68. Ladder 
69.9 
70.9 
71. 10 
72. 10 



Total reaction volume: 50uls 
Aac Xcv 
Result Result 
+ 



+ 
+ 



+ 
+ 
+ 
+ 



+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 

+ 
+ 
+ 
+ 



Gel Lane 
73.11 
74. 11 
75.12 
76.12 
77. 13 
78. 13 
79. 14 
80.14 
81.15 
82.15 
83.16 
84. 16 

85. Ladder 

86. N/A 
87.17 
88.17 
89. 18 
90.18 
91. 19 
92. 19 
93.20 
94.20 

95. H 2 0 

96. H 2 0 

97. TE 

98. TE 

99. DNA Hi 

100. DNA Hi 

101. DNA Low 

102. DNA Low 
103. 

104. 
105. 
106. 



Aac Xcv 
Result Result 



+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 



+ 
+ 
+ 
+ 
+ 
+ 



+ 
+ 
+ 
+ 



Note: All samples are tested at a 1:50 dilution of the recovered (stock) DNA. NTC is a No Template Control 



Samplers 


1 &2 


3&4 


5&6 


7&8 


9&10 


11 & 12 


13& 14 


15 & 16 


17 & 18 


Positive 




















Negative 
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FIG. 4a 



Bacterial Fruit Blotch 

Disease screen assay data sheet 



WFB PCR # 980 

Electrophoresis information 
Gel Concentration: 2.0% 

Volts: 93 Watts:_8 

On: !:3Q 



Buffer: 0.5X TBE 
mAmps:9f 



Off: 2jQQ Temp: 



Amount ofagarose used; 

2.5g, 5.0g,(77% other 

(circle one) 



Volume of DNA sample:. 

Aac 

Gel Lane Result 

I. 1 Aac Rxns 
2.1 

3.2 
4.2 
5.3 
6.3 
7.4 
8.4 
9.5 
10.5 

II. 6 
12.6 
13.7 
14.7 
15.8 
16.8 

17. Ladder 
18.9 
19.9 
20. 10 
21.10 
22. 11 
23. 11 
24. 12 
25. 12 
26. 13 
27. 13 
28. 14 
29. 14 
30. 15 
31.15 
32. 16 
33. 16 

34. Ladder 

35. N/A 
36. 17 



5nls 



Xcv 
Result 



Total reaction volume:. 
Aac Xcv 



5Qu|g 



Gel Lane 
37. 17 
38.18 
39.18 
40. 19 
41.19 
42. 20 

43. 20 

44. H 2 0 

45. H 2 0 

46. TE 

47. TE 

48. DNA Hi 

49. DNA Hi 

50. DNA Low 

51. DNA Low 
52.1 

53.1 
54.2 
55.2 
55.3 
57.3 
58.4 
59.4 
60.5 
61.5 
62.6 
63.6 
64.7 
65.7 
66.8 
67.8 

68. Ladder 

69.9 

70.9 

71.10 

72.10 



Result Result Gel Lane 



Aac 
Result 



Xcv 
Result 



+ 
+ 



+ 
+ 
+ 
+ 





73.11 


+ 




74. 11 


+ 




75. 12 


+ 




76. 12 


+ 




77. 13 


+ 




78. 13 


+ 




79. 14 


+ 




80. 14 


+ 




81. 15 


+ 




82. 15 


+ 




83. 16 


+ 




84. 16 


+ 




85. Ladder 






86. N/A 






87.17 


+ 


+ 


88.17 


+ 


+ 


89.18 


+ 


+ 


90.18 


+ 


+ 


91. 19 


+ 


+ 


92. 19 


+ 


+ 


93. 20 




+ 


94.20 




+ 


95. H 2 0 






96. H 2 0 




+ 
+ 


97. TE 




+ 


98. TE 




+ 


99. DNA Hi 


+ 


+ 


100. DNA Hi 


+ 


+ 


101. DNA Low 


+ 




102. DNA Low 


+ 


+ 


103. 




+ 


104. 




+ 


105. 




+ 


106. 





Note: All samples are tested at a 1:50 dilution of the recovered (stock) DNA. NTC is a No Template Control 



Samplers 


1 &2 


3&4 


5&6 


7&8 


9&10 


11 &12 


13 & 14 


15 & 16 


17 & 18 


Positive 




















Negative 
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FIG. 5a 



Bacterial Fruit Blotch 

Disease screen assay data sheet 



WFB PCR # 981 

Electrophoresis information 
Gel Concentration: 2.0% 

Volts: 98 Watts:_9 

On: h2Q Off: 2lQQ 



Volume of DNA sample: 5|nls 
Aac Xcv 
Gel Lane Result Result 

I . 1 Aac Rxns 
2. 1 

3.2 
4.2 
5.3 
6.3 
7.4 
8.4 
9.5 
10.5 

II. 6 
12.6 
13.7 
14.7 
15.8 
16.8 

17. Ladder 
18.9 
19.9 
20. 10 
21.10 
22. 11 
23. 11 
24. 12 
25. 12 
26. 13 
27. 13 
28. 14 
29. 14 
30. 15 
31.15 
32. 16 
33. 16 

34. Ladder 

35. N/A 
36. 17 



Buffer: 0.5X TBE 
mAmps:92___ 
Temp: 



Amount ofagarose used; 

2.5g, 5.0g,(^^, other 

(circle one) 



Total reaction volume: 50|j.ls 
Aac Xcv 
Gel Lane Result Result Gel Lane 



Aac Xcv 
Result Result 



17 






^8 18 






W 18 






40 19 






41 1Q 

t 1. 1 V 






4? 90 






43 20 






44 l-LO 






45. H 2 0 


- 




to. 1 C 






47 TE 






48! DNA Hi 


+ 




49. DNA Hi 


+ 




50. DNA Low 


+ 




51. DNA Low 


+ 




52. 1 




+ 


53. 1 




+ 


54.2 




+ 


55.2 




+ 


55.3 




+ 


57.3 




+ 


58.4 




+ 


59.4 




+ 


60.5 




+ 


61.5 




+ 


62.6 




+ 


63.6 




+ 


64.7 




+ 


65.7 




+ 


66.8 




+ 


67.8 




+ 


68. Ladder 






69.9 




+ 


70.9 




+ 


71. 10 




+ 


72. 10 




+ 



73.11 


+ 


~7 A A A 

74. 11 


+ 


75. 12 


+ 


76. 12 


+ 


77. 13 


+ 


78. 13 


- 


TO A A 

79. 14 




nn a a 

80. 14 


+ 


f\ A A f 

81. 15 


+ 


82. 15 


+ 


83. 16 


+ 


84. 16 


+ 


85. Ladder 




86. N/A 




87. 17 


+ 


88. 17 


+ 


89. 18 


+ 


90. 18 


+ 


91.19 


+ 


92. 19 


+ 


93.20 




94.20 




95. H 2 0 




96. H 2 0 




97. TE 




98. TE 




99. DNA Hi 


+ 


100. DNA Hi 


+ 


101. DNA Low 


+ 


102. DNA Low 


+ 


103. 




104. 




105. 




106. 





Note: All samples are tested at a 1:50 dilution of the recovered (stock) DNA. NTC is a No Template Control 



Samplers 


1 &2 


3&4 


5&6 


7&8 


9&10 


11 &12 


13 & 14 


15& 16 


17 & 18 


Positive 




















Negative 
















V 
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FIG. 6a 



Bacterial Fruit Blotch 

Disease screen assay data sheet 
WFB PCR # 984 



Electrophoresis information 
Gel Concentration: 2.0% 

Volts: IOO Watts:_S 

On: IJO 



Buffer: 0.5X TBE 
m Amps : 9<3 



Off: ZAP Temp: KT 



Amount ofagarose used; 

2.5g, 5.0r / (7^, other 

(circle one) 



Volume of DNA sample: 
Aac 

Gel Lane 



5uls 



I . 1 Aac Rxns 
2. 1 

3.2 
4.2 
5.3 
6.3 
7.4 
8.4 
9.5 
10.5 

II. 6 
12.6 
13.7 
14.7 
15.8 
16.8 

17. Ladder 



Xcv 

Result Result 



Total reaction volume: 50uls 

Aac Xcv Aac Xcv 

Gel Lane Result Result Gel Lane Result Result 



18. 
19. 



20. 10 
21. 10 



22. 
23. 



11 
11 



24. 12 

25. 12 

26. 13 

27. 13 

28. 14 
29 
30 
31 
32 



+ 
+ 
+ 
+ 



07 4-7 

37. 17 






OO AO 

38. 18 






39. 18 






40. 19 






A A A r\ 

41. 19 






a 0 or\ 

42. 20 


+ 




43. 20 


+ 




a A 1 1 r\ 

44. H 2 0 






45. H 2 0 


_ 




46. TE 


- 




47. TE 






48. DNA Hi 


+ 




49. DNA Hi 


+ 




50. DNA Low 


+ 




51. DNA Low 


+ 




52. 1 




+ 


53. 1 




+ 


54.2 




+ 


55.2 




+ 


55.3 




+ 


57.3 




+ 


58.4 




+ 


59.4 




+ 


60.5 




+ 


61.5 




+ 


62.6 




+ 


63.6 




+ 


64.7 




+ 


65.7 




+ 


66.8 




+ 


67.8 




+ 


68. Ladder 






69.9 




+ 


70.9 




+ 


71.10 




+ 


72. 10 




+ 



14 
15 
15 
16 
33. 16 

34. Ladder 

35. N/A 
36. 17 

Note: All samples are tested at a 1:50 dilution of the recovered (stock) DNA. NTC is a No Template Control 



73. 11 


+ 


74. 11 


+ 


75.12 


+ 


76. 12 


+ 


77. 13 


+ 


78. 13 


+ 


79. 14 


+ 


80. 14 


+ 


81. 15 


+ 


82. 15 


+ 


83. 16 


+ 


84. 16 


+ 


85. Ladder 




86. N/A 




87. 17 


+ 


88. 17 


+ 


89. 18 


+ 


90. 18 


+ 


91. 19 


+ 


92. 19 


+ 


93. 20 




94. 20 




95. H 2 0 




96. H 2 0 




97. TE 




98. TE 




99. DNA Hi 


+ 


100. DNA Hi 


+ 


101. DNA Low 


+ 


102. DNA Low 


+ 


103. 




104. 




105. 




106. 





Samplers 


1 &2 


3&4 


5&6 


7&8 


9 & 10 


11 & 12 


13 & 14 


15 & 16 


17 & 18 


Positive 




















Negative 










V 
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FIG. 7a 



Bacterial Fruit Blotch 

Disease screen assay data sheet 



WFB PCR # 987 

Electrophoresis information 
Gel Concentration: 2.0% 
Volts: IPO Watts: 9 



Buffer: 0.5X TBE 
mAmps: 9c3 



On: ZOO Off: Temp: KT 



Amount ofagarose used; 

2.5g, 5.0g,(^, other 

(circle one) 



Volume of DNA sample: 5|als 
Aac Xcv 
Gel Lane Result Result 

I . 1 Aac Rxns 
2. 1 
3.2 
4.2 
5.3 
6.3 
7.4 
8.4 
9.5 
10.5 

II. 6 
12.6 
13.7 
14.7 
15.8 
16.8 

17. Ladder 
18.9 
19.9 
20. 10 
21. 10 
22. 11 
23. 11 
24. 12 
25. 12 
26. 13 
27. 13 
28. 14 
29. 14 
30. 15 
31. 15 
32. 16 
33. 16 

34. Ladder 

35. N/A 
36. 17 



Gel Lane 



Total reaction volume: 50|als 
Aac Xcv 
Result Result 





37 17 


+ 






38 18 


+ 






39 18 


+ 






40. 19 






4- 


41 19 






T 


42. 20 


+ 




4_ 

i 


43! 20 


+ 




T 


44. H 2 0 






t 

T 
+ 


45. H 2 0 


- 




+ 


4fi TF 






+ 


47 TE 








48! DNA Hi 


+ 






49. DNA Hi 


+ 






50. DNA Low 


+ 






51. DNA Low 


+ 






52.1 




+ 




53.1 




+ 




54.2 




+ 




55.2 




+ 




55.3 




+ 




57.3 




+ 


+ 


58.4 




+ 


+ 


59.4 




+ 




60.5 




+ 




61.5 




+ 




62.6 




+ 




63.6 




+ 




64.7 




+ 




65.7 




+ 


+ 


66.8 




+ 


+ 


67.8 




+ 


+ 


68. Ladder 






+ 


69.9 




+ 




70.9 




+ 




71.10 




+ 


+ 


72. 10 




+ 



Gel Lane 
73.11 
74.11 
75. 12 
76. 12 
77.13 
78.13 
79. 14 
80. 14 
81. 15 
82. 15 
83. 16 
84. 16 

85. Ladder 

86. N/A 
87. 17 
88. 17 
89. 18 
90. 18 
91. 19 
92. 19 
93.20 
94.20 

95. H 2 0 

96. H 2 0 

97. TE 

98. TE 

99. DNA Hi 

100. DNA Hi 

101. DNA Low 

102. DNA Low 
103. 

104. 
105. 
106. 



Aac Xcv 
Result Resu lt 



+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 



+ 
+ 
+ 
+ 
+ 
+ 



+ 
+ 
+ 
+ 



Note: All samples are tested at a 1:50 dilution of the recovered (stock) DNA. NTC is a No Template Control 



Samplers 


1 &2 


3&4 


5&6 


7&8 


9 & 10 


11 &12 


13 & 14 


15 & 16 


17 & 18 
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FIG. 8a 



Bacterial Fruit Blotch 

Disease screen assay data sheet 
WFB PCR # 993 

Electrophoresis information 
Gel Concentration: 2.0% 
Volts: !3Q Watts: 10 



On: 1AO 



Buffer: 0.5X TBE 
mAmps: 117 



Off: 3:OQ Temp: KT 



Volume of DNA sample: 5p.ls 
Aac Xcv 
Gel Lane Result Result 

I . 1 Aac Rxns 
2. 1 
3.2 
4.2 
5.3 
6.3 
7.4 
8.4 
9.5 
10.5 

II. 6 
12.6 
13.7 
14.7 
15.8 
16.8 

17. Ladder 
18.9 
19.9 
20.10 
21. 10 
22. 11 
23. 11 
24.12 
25. 12 
26. 13 
27.13 
28. 14 
29. 14 
30. 15 
31. 15 
32. 16 
33. 16 

34. Ladder 

35. N/A 
36. 17 



Total reaction volume: 50uls 
Aac Xcv 



Amount of agarose used; 
2.5g, 5.0g, 7.0g, other IZq/W Orl 
(circle one) Mujel 
loqdba 



Gel Lane 



Result Result 
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65.7 
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66.8 
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67.8 
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68. Ladder 








69.9 




+ 




70.9 




+ 




71. 10 




+ 




72. 10 




+ 



Gel Lane 
73. 11 
74. 11 
75.12 
76.12 
77. 13 
78.13 
79. 14 
80.14 
81.15 
82. 15 
83. 16 
84. 16 

85. Ladder 

86. N/A 
87.17 
88.17 
89.18 
90.18 
91.19 
92.19 
93. 20 
94. 20 

95. H 2 0 

96. H 2 0 

97. TE 

98. TE 

99. DNA Hi 

100. DNA Hi 

101. DNA Low 

102. DNA Low 
103. 

104. 
105. 
106. 



Aac Xcv 
Result Result 
+ 



+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 
+ 



+ 
+ 



+ 
+ 



Note: All samples are tested at a 1:50 dilution of the recovered (stock) DNA. NTC is a No Template Control 



Samplers 


1 &2 


3&4 


5&6 


7&8 


9&10 


11 &12 


13 & 14 


15 & 16 


17 & 18 


Positive 




















Negative 





















19/23 



CO 
UJ 



2 



CI 



<=> 

LO 
■ 



CO 



Q 
UJ 
UJ 
CO 

on 
o 

CL 
■ 

m 
u. 



o 



CO 

o 
i— 
o 

on 
co 
< 



o 

x: 



CO 

o 

I — 

o 

ss 



o 
> 
o 
S 

3 



OJ 




oo 


#19 

SEED 
CONTROL 


#20 

SEED 
CONTROL 


1 

o 

(XL 
1 — 

O z 

o 
-V o 


-TE 

CONTROL 


©DNA 1 
CONTROL 
Xcv 


©DNA 

CONTROL 

Xcv 






oo 


#19 

SEED 
CONTROL 


#20 

SEED 
CONTROL 


o 
en 

o ^ 

«N O 
-V o 


-TE 

CONTROL 


©DNA 

CONTROL 

Xcv 


©DNA 

CONTROL 

Xcv 


<z> 




CD 




CM 


CO 

5£ 




LO 


CD 


CD 


3 


CD 




5 


CO 




LO 

5 


CO 


OO 




CNJ 






$ 


m 




3 








8 


3 


LO 


$ 






CD 




oo 


#19 

SEED 
CONTROL 


#20 

SEED 
CONTROL 


o 
en 
i — 

-£>■ o 
-V cj> 


-TE 

CONTROL 


©DNA 

CONTROL 

Aac 


©DNA 

CONTROL 

Aac 


LO 




oo 


#19 

SEED 
CONTROL 


#20 

SEED 
CONTROL 


o 
en 
i — 
o EE 


-TE 

CONTROL 


©DNA 

CONTROL 

Aac 


©DNA 

CONTROL 

Aac 






CD 




CNI 


CO 




LO 


CD 

5t 


CO 


3 


CD 

5 




CNI 


CO 

x — 




LO 

5 


CO 


CNI 




CNJ 


CO 


a 


% 


$ 




$ 








CO 
=«: 


5 


LO 


m 




3 




< 


CD 


o 


Q 


UJ 


LL. 


O 





20/23 




21/23 

FIG. 9a 



Bacterial Fruit Blotch 

Disease screen assay data sheet 
WFB PCR # 976 

Electrophoresis information 
Gel Concentration: 2.0% 
Volts: 93 Watts:_6 
On: L2Q 



Buffer: 0.5X TBE 
m Amps : 92- 



Off: 3:OQ Temp: /cT 



Amount ofagarose used; 

2.5g, 5.0g,(^§, other 

(circle one) 



Volume of DNA sample:. 

Aac 

Gel Lane Result 

1 . 1 Aae Rxns 

2. 1 

3.2 

4.2 

5.3 



5uls 



Xcv 
Result 



3 
4 
4 
5 



6. 
7. 
8. 
9. 
10.5 
11.6 
12.6 
13.7 
14.7 
15.8 
16.8 

17. Ladder 
18.9 
19.9 
20. 10 
10 
11 
11 
12 
12 
13 
27. 13 
28.14 
29. 14 
30. 15 
31. 15 
32. 16 
33.16 

34. Ladder 

35. N/A 
36.17 



21 
22 
23 
24 
25 
26 



Gel Lane 

37. 17 
38. 18 
39. 18 
40.19 
41. 19 

42. 20 

43. 20 

44. H 2 0 

45. H 2 0 

46. TE 

47. TE 

48. DNA Hi 

49. DNA Hi 

50. DNA Low 

51. DNA Low 
52.1 

53. 1 
54.2 
55.2 
55.3 
57.3 
58.4 
59.4 
60.5 
61.5 
62.6 
63.6 
64.7 
65.7 
66.8 
67.8 

68. Ladder 
69.9 
70.9 
71.10 
72. 10 



Total reaction volume: 50uls 
Aac Xcv 

Result Result Gel Lane 



Aac Xcv 
Result Result 
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Note: All samples are tested at a 1:50 dilution of the recovered (stock) DNA. NTC is a No Template Control 



Samplers 


1 &2 


3&4 


5&6 


7&8 


9&10 


11 &12 


13 & 14 


15 & 16 


17& 18 


Positive 
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